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Determination of receptor binding affinity for the isoform B of human IR (IR-B)
Receptor binding affinity was determined according to Frasca et al (4) using mouse embryonic fibroblasts derived from IGF-1R knock-out mice (5) and transfected with the human IR-B isoform. The cells were a kind gift of Prof. Antonino Belfiore (Catanzaro, Italy).
The cells were grown at 37°C in a humid atmosphere (5% CO 2 ) in 87.6% DMEM containing glucose (4.5 g.l -1 ), 10% fetal bovine serum, L-glutamine (2 mmol.l -1 ), penicillin (100 U.ml -1 ) streptomycin (100 µg.ml -1 ) and puromycin (3 µg.ml -1 ).
For the assay, the cells (about 38,000 per well) were washed twice with the binding buffer (100 mmol.l -1 HEPES pH 7.6, 100 mmol.l -1 NaCl, 5 mmol.l -1 KCl, 1. 
Determination of receptor binding affinity for human IGF-1 receptor (IGF-1R)
Receptor binding affinity for IGF-1R was determined by the same methodology as for receptor binding affinity for IR-B according to Frasca et al (4) but using mouse embryonic fibroblasts derived from IGF-1R knock-out mice (5) and transfected with the human IGF-1R.
The cells were a kind gift of Prof. Antonino Belfiore (Catanzaro, Italy). 
